Microbial hyaluronidase and chondroitin sulfatase have been studied because of the possible associations between these enzymes and microbial mechanisms of pathogenicity. One of the most sensitive biological assays for mucopolysaccharide-degrading enzymes is the turbidity reducing unit (TRU) method (3) . In most assays for these two enzymes, measurement of activity involves the conjugation of bovine serum fractions with nondepolymerized substrate in acetic acid. The turbidity produced by the The basic medium consisted of Brain Heart Infusion broth (BBL) prepared to make 100 ml, to which was added 1 g of Noble agar (Difco). The medium was autoclaved at 121 C for 15 min and cooled to 46 C. Aqueous solutions of 2 mg of umbilical sodium hyaluronidate (Sigma Chemical Co., St. Louis, Mo.) per ml, 4 mg of bovine nasal chondroitin sulfate (Pentex, Inc., Kankakee, Ill.) per ml, and 5% bovine albumin fraction V (Signa) were sterilized by filtration with 0.20-,um Nalgene filter units (Nalge Co., Inc., Rochester, N.Y.). Each substrate was added to the cooled media to give final concentrations of 400 ,Ag/ml. The bovine albumin fraction-V was then added with constant stirring to give a final concentration of 1 %. The agar was poured to a depth of 3 to 4 mm. The final pH of each medium was 6.8 0.1. After solidification, plates were tempered at 4 C to provide a firm surface for streaking or swabbing. Pure or mixed cultures can be examined for enzyme activity. After incubation at 37 C, the plates were flooded with 2 N acetic acid for 10 min.
The nondegraded substrate precipitates as a conjugate with the albumin, leaving a clear zone around those colonies which produce soluble enzymes that attack the hyaluronate or chondroitin sulfate (Table 1 ; Fig. 1A-E) . Hyaluronidase activity is well known among coagulasepositive staphylococci and group-A hemolytic (Fig. 1F) .
Although this method does not distinguish constitutive from inducibly produced enzymes, a large number of isolates can be rapidly screened and positive strains identified from among those without activity. The final medium can be supplemented with 5 ,ug of hemin per ml, 0.25 ,ug of menadione per ml, and 0. 
